(a) GFP and GFP-TTP were precipitated (IP) under native (N) and 2M urea (U) conditions by GFPNanotrap pulldown and analyzed by ECL-based Western blot. The input for each IP is shown left of the IP lanes. (b) GFP-TTP precipitates were treated with different RNases for 5 min at 37°C. After labelling the RNAs with radioactive 33 P, a 4-12% NuPAGE gradient gel was used to resolve GFP-TTP-RNA complexes that were transferred to a nitrocellulose membrane afterwards. The autoradiograph is shown. RNase A was the only RNase that digested TTP-associated RNAs to a minimal size under denaturing conditions. (c) Precipitated radiolabelled GFP-TTP-RNA and GFP-TTP-AA-RNA complexes after resolution by gel electrophoresis. Several concentrations of RNase A were tested in order to isolated TTP-RNA complexes above 100 kDa for iCLIP library preparation ("cut"). Importantly, immunoprecipitation using protein lysates from GFP-only expressing control macrophages did not result in co-purification of RNAs for cDNA library preparation (data not shown).
Supplementary Figure 3
Peak and density enrichment analysis of the genomic distribution of iCLIP crosslinks in dependence on the stimulation (a-c) The detailed distributions of iCLIP targets (peak enrichment) from GFP-TTP and GFP-TTP-AA expressing cells stimulated as indicated above the plots are shown as mean and standard deviation. For 6h/1h LPS (a) four (GFP-TTP) and three (GFP-TTP-AA) replicates were considered, respectively. For all other conditions (6h Dox (b) and 6h Dox/4h LPS (c)) the mean and standard deviations of data from two individual experiments are shown. (d,e) Complementary to the density enrichment for 6h Dox and 1h LPS shown in Figure 1d , density enrichments for the genomic features that are crosslinked to GFP-TTP and GFP-TTP-AA are depicted for 6h Dox (d) and 6h Dox/4h LPS (e). 
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Supplementary Figure 5
Analysis of the translational regulation of TTP targets using ribosome profiling Fractionation of ribosome-associated mRNAs was performed using sucrose gradient centrifugation followed by gradient fractionation and quantification of specific mRNAs by RT-qPCR in the different fractions. The repression of polysomal loading differed from transcript to transcript. (a) Examples of polysome gradients for the different cells and the indicated conditions. Absorption at 254 nm is plotted against the fraction number.
(b) Association of TNF mRNA (left panels) with actively translating ribosomes (fractions 6-11) is shown by polysome profiling under the indicated conditions. For each fraction percentages in relation to relative total mRNA amounts of all fractions for each transcript were calculated and plotted against the fraction numbers. Expression of TTP or TTP-AA resulted in a clear reduction of polysomal loading of TNF mRNA and a shift to monosomal fractions (2-5). The corresponding distribution of -Actin control mRNA is shown on the right; it is not affected by TTP or TTP-AA expression.
(c) The distribution of inflammation-related mRNAs for Cxcl10 (left) and Gdf15 (right) were analyzed in polysome profiling experiments. Reduction of polysomal loading by TTP or TTP-AA expression was evident for Gdf15. A minimum of two different exposures was normalized to at least three different exposures of the loading control blot that was derived from the same membrane. All background-reduced band intensities were determined using the Multi Gauge V3.2 software (FujiFilm). Protein levels for each genotype under unstimulated conditions were set to one. Quantified signals of Ier3 protein level (e) and Dusp1 (f) are shown as mean and standard deviations. * p ≤ 0.05. Quantification
Supplementary Table 1
Distribution of cDNA counts, number of overlapping targets and percentages of them comparing GFP-TTP and GFP-TTP-AA 3´UTR iCLIP targets upon 6h doxycycline induction in combination with 1h LPS stimulation. Targets with >1, ≥5 or ≥10 cDNA counts in their 3´UTR were compared. Supplementary Table 2 Summary of the high-throughput sequencing approaches used in this study. For each method the samples that were analyzed and the different conditions for each sample are listed.
Method Samples
Condition: 6h Dox + Replicates iCLIP GFP-TTP, GFP-TTP-AA 1h LPS, 4h LPS, no LPS 4/3, 2/2, 2/2 RNASeq GFP/EV, GFP-TTP, GFP-TTP-AA 1h LPS 3/3/3 RiboSeq GFP/EV, GFP-TTP, GFP-TTP-AA 1h LPS 3/3/3 
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Supplementary Data Set 2
Tab-formatted RNASeq DESeq2 results.
Supplementary Data Set 3
Tab-formatted RiboSeq DESeq2 results.
Supplementary Data Set 4
DE genes from RNASeq and RiboSeq analyses are sorted whether they are regulated at the level of stability (DE RNASeq only), at the level of translation (DE RiboSeq only) or at both levels (DE RNASeq and RiboSeq). Additionally the iCLIP targets within each group are listed.
Supplementary Data Set 5
Composition of the compiled TNF-/NF-κB custom gene set and the associated RNASeq and RiboSeq DESeq2 analyses.
Supplementary Files 1 and 2
These two bed files summarize iCLIP mapped data for the groups of GFP-TTP (1) and GFP-TTP-AA (2) upon 6h Dox/1h LPS after peak enrichment (FDR<0.05) and allow the upload of the tracks in the UCSD Genome Browser to visualize crosslink events for both proteins. ampt  sf1  rn  mtm7  df15  imp1  cl7  cl3  fsf9  xcl10  cl9  f  xcl2  cl2  rn  pi1  cl4  pp1  mtm4  rlf2  mtm3  sm  fb1  itl  mtm6  df3  b  6  klf  f4  a  fsf13b  cl6  cl25  5  egfa  fsf14  8  cl12  bi3  fsf4  xcl16  3a  fsf12  reg  f   sf3  cl5  b1  xcl14  cl20  sf2  x3cl1  mp1 0 2 
